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I. Introduction. 
Many interesting things were observed in this study on the 
spermatogenesis of the horse, but the two points of especial 
interest and importance are; firstly, the occurrence of a large 
accessory chromosome, and secondly, the presence of a much 
smaller though very conspicuous body comparable to the chro- 
matoid body as described by Professor E. B. Wilson ('13) in 
Pentatoma. While the significance of the chromatoid body is prob- 
lematical, it is a body of extreme interest in this connection on 
account of its deceptive resemblance to an accessory chromo- 
some. Were it not for the fact that its entire history can be 
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followed out it might lead to serious misinterpretations. Since 
the occurrence of the chroma toid body in the horse is so constant 
and its behavior so distinct, and furthermore, since this is the 
first case among the vertebrates where such a body has been 
studied in full detail, it is dealt with at some length in this paper. 

The significance of the accessory chromosome is of course 
obvious. It was shown beyond doubt that sex in the pig is 
determined by such elements (Wodsedalek,' 13). And while 
embryological material of the horse is not at present available 
to enable a similar extended study, the presence and unquestion- 
able behavior of the accessory chromosome giving rise to a di- 
morphic condition among the spermatozoa of this mammal, 
nevertheless, lend additional support to the chromosome theory 
of sex determination. The spermatogenesis of the horse re- 
sembles to a certain extent the spermatogenesis of the pig 
(Wodsedalek, '13), and for the purpose of avoiding too much 
repetition it is treated in a comparative way in the present study. 

This investigation was started in the zoological laboratory 
at the University of Idaho, but the main bulk of the work was 
done at the Wisconsin Biological Station at Madison. And I 
wish to thank the zoology department of the University of Wis- 
consin for the liberal use of their laboratories, apparatus and 
material, and the many other courtesies extended me during 
the summer of 1914. 

II. Material and Methods. 

The material studied, mainly, was obtained from a horse 
about a year and a half old. Immediately after the testes were 
removed from the live animal, small pieces were placed in 
Bouin's and Gilson's fluids. Sections from various parts of the 
testes were made from four to ten microns thick, and the material 
fixed in Bouin's fluid and stained with Heidenhain's iron hema- 
toxylin with acid fuchsin as a counterstain, as in the case of the 
pig, proved to be the most satisfactory. 

Material from an animal about a year old was also studied; 
but while all the stages including the mature sperm could easily 
be identified in this material, the chromosomes were very difficult 
to count on account of being too closely aggregated or lumped 
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together. The finer details of the cells, too, were not as easily 
made out as in the other material, this being undoubtedly due to 
the fact that the material was not fixed until about an hour after 
it was removed from the animal. The chromatoid body, how- 
ever, was very distinct and could be traced throughout its entire 
history the same as in the more favorable material. The acces- 
sory chromosome, too, could easily be identified, especially 
through the first spermatocyte division. 

III. General Arrangement of the Germ Cells. 
The strupture of the testes of the horse differs from the pig 
in that the seminiferous tubules as well as the corresponding 
cells in the various degrees of development are much smaller 
and the interstitial cells are much fewer in number. The con- 
tinuous network of connective tissue walls is present, but the 
chambers formed by this network and filled with coiled tubules 
are much larger in the horse and, therefore, a section through one 
of the chambers as a rule reveals many more sections of the 
tubules. These chambers in the horse testes do not show the 
same regularity in size as is the case in the pig testes. In 
some cases a group of over a hundred sections through the 
tubules are surrounded by the connective tissue wall and then 
again a count of only a dozen or so can be made. The arrange- 
ment of the cells in the tubules is similar to that of the other well- 
known mammals, particularly the pig. 

IV. Spermatogonia. 

As a rule the spermatogonia lie in a single layer next to the 
wall of the tubule, though occasionally some of the cells are 
crowded out. At times the cells are far apart, in which case they 
are flattened out on the tubule wall. The cells also differ con- 
siderably in size and appearance, depending on the stage of 
development they are in (Figs. 1-3). 

During the resting stages a large nucleolus is invariably 
present. As a rule it assumes a somewhat heart-shaped appear- 
ance; especially is this true in the larger cells and in those in 
which the chromosomes are beginning to form. A much smaller 
spherical nucleolus also appears to be fairly constant (Figs. I 
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and 2). Other nucleoli varying considerably in size, shape, and 
number also appear in some of the cells (Fig. 2). 

Before the chromosomes begin to form the cells increase greatly 
in size (Fig. 2). At the conclusion of the resting stage numerous 
large chromatin granules appear which arrange themselves along 
fine threads in an entangled mass. The chromosomes soon 
become distinct and while, as a rule, a count is impossible on 
account of the overlapping and massing together of the chromo- 
somes, the mitotic stages were abundant and many distinct 
counts could be made. Thirty-seven chromosomes appear in 
the late prophases of the spermatogonia! division (Figs. 4 and 5). 
Thirty-six of these are variously shaped, mainly oblong, and 
differ somewhat in size. One which is much larger is, as a rule, 
somewhat triangular or heart-shaped. This is the accessory 
chromosome and is the same thing as the large nucleolus which 
appears in the resting stages. That is certain, as the body can 
easily be traced through the various stages of growth. This 
condition is similar to that found by Guyer ('10) in man, and 
Wodsedalek ('13) in the pig. Ordinarily about two thirds of the 
chromosomes arrange themselves in a ring which encircles the 
remaining one third. The accessory chromosome may be found 
anywhere within the mass, and occasionally occurs outside of the 
main ring, but never far removed from the other chromosomes. 
During division each chromosome divides in two. The accessory 
as a rule divides a little in advance of the other chromosomes 
(Figs. 6 and 7). 

The spermatogonia in this, as well as other stages, vary some- 
what in size (Figs. 6 and 7). In the smaller cells the cytoplasm 
appears denser and the chromosomes are more crowded together. 

V. Primary Spermatocytes. 
1. Resting Stage. 
The primary spermatocytes arising from the final spermato- 
gonial division in the early resting stage are usually smaller 
than the spermatogonia immediately preceding and during the 
division stages. After the disintegration of the chromosomes 
the nucleus appears much clearer than it does in the later growing 
stages. The large nucleolus is again very conspicuous and easy 
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to distinguish from other nuclear bodies when such are present 
(Figs. 8-1 1). The small spherical nucleolus again appears to 
be fairly constant, though at times it is difficult to distinguish it 
from the other bodies. 

2. Synizesis and Growth Period. 

After a brief period of rest the cells begin to increase in size. 
For some time the nucleus appears much the same as it does in 
the resting stage of the spermatogonia (Fig. 8) . Later it becomes 
more granular and the linin fibers become more distinct (Fig. 9). 
Soon after, the chromatin threads become massed in the center 
of the nucleus (Fig. 10), and later the nuclear wall expands and 
the entire mass passes to one side of the nucleus, leaving a large 
clear area in the remaining portion (Fig. 11). This condition 
is much the same as in the pig except that in that animal the 
nucleoli were invariably found within the mass of threads and in 
a position nearest to the nuclear wall, while in the horse the 
nucleoli are almost invariably within, or next to the clear area 
(Fig. 11). The nuclear wall in this stage is often very irregular, 
especially next to the clear portion of the nucleus. 

Shortly after the collapse of the chromatin material, the threads 
pair and appear in about half the original number and twice 
as thick (Figs. 10-12). There is considerable evidence that 
pairing of the threads takes place by parasynapsis, and nothing 
was observed which would indicate that it takes place otherwise; 
but this phase of the problem demands more study and no 
positive statement can be made in regard to it at this time. 
The entire mass of threads then moves toward the center and the 
large clear area disappears (Fig. 12). The large nucleolus passes 
toward the periphery of the nuclear wall and the threads soon 
become evenly distributed. Then follows the period of grdwth 
during which time both the nucleus and cytoplasm increase 
greatly in size (Figs. 13 and 14). The chromatin threads and 
the large nucleolus also increase considerably in size. It is 
between the synaptic stage and the fully developed spireme 
stage that the chromatoid body makes its appearance (Figs. 
12-14). 
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3. Reduction Division. 

Nineteen chromosomes appear in the late prophase or early 
metaphase stages of the primary spermatocyte (Figs. 15-18). 
Eighteen of these are the ordinary chromosomes or autosomes 
and the other is the accessory chromosome. The accessory in 
this case is practically always found outside of the main mass of 
chromosomes, either in close contact with them (Figs. 16 and 18), 
or a short distance away (Figs. 15 and 17). The large size of the 
eighteen autosomes which are about four times the size of the 
chromosomes in the spermatogonia indicates that they were 
formed by the growth and pairing of the thirty-six autosomes 
found in those cells, while the accessory remains unpaired, making 
a total of nineteen. 

In these cells as in the case of the spermatogonia the chromo- 
somes are frequently bunched together, making an accurate 
count difficult and often impossible. However, mitotic stages 
particularly of the first and second spermatocyte divisions were 
very numerous and among the thousands of cells in mitosis 
examined several hundred definite counts were made. Figs. 
19-29 show the accessory in characteristic positions in the meta- 
phases of division of the primary spermatocyte. The heart- 
shaped body always passes toward one pole in advance of the 
other chromosomes and frequently may be found at the pole 
before the other chromosomes have divided (Figs. 28 and 29). 
The chromatoid body which is spherical in shape and much 
smaller than the accessory is also invariably present and very 
conspicuous. As a rule it is in the spindle, and in a large ma- 
jority of the cases goes in the direction opposite from the accessory 
(Figs. 21, 22, 23, 24, 25, 27 and 28), though this behavior is by 
no means constant, for occasionally it is found with the accessory 
on the same side of the equatorial plate (Figs. 20, 26 and 29). 

When the large, apparently quadrivalent chromosomes divide, 
the resulting chromosomes are somewhat larger than the chromo- 
somes of the spermatogonia. Immediately after the chromor 
somes divide they unite in twos (Fig. 29) so that at the time of 
their arrival at the poles they do not number eighteen, but only 
nine or exactly one half that number (Figs. 30-35). Additional 
proof that such a second pairing of the chromosomes occurs lies 
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in the fact that the resulting nine chromosomes are not one half 
the size of the original eighteen chromosomes of these cells, 
but exactly of the same size and apparently quadrivalent. This 
quadrivalent nature becomes obviated after the division of the 
secondary spermatocyte, where the resulting chromosomes are 
bivalent. The primary spermtocyte division is undoubtedly 
the reduction division and, speaking in terms of univalence, one 
of the resulting secondary spermatocytes receives eighteen chro- 
mosomes and the other eighteen plus the accessory. In terms 
of bivalence .the one type of secondary spermatocytes receive 
nine chromosomes and the other nine plus the accessory (Figs. 

30-33)- 

VI. Secondary Spermatocyte. 

No resting stage occurs in the secondary spermatocyte, a 
condition similar to that frequently found in the spermatogenesis 
of the pig. The second pairing of the chromosomes also takes 
place here as it does in the pig (Wodsedalek, '13), man (Guyer, 
'10), and opossum (Jordan, '11). In the pig, however, this 
pairing takes place much later, never before the cell is com- 
pletely divided. The secondary spermatocytes divide soon after 
they are formed and not infrequently the spindles are formed 
in the two cells resulting from the first spermatocyte division 
while they are still in close contact. Nine chromosomes arrange 
themselves in the equatorial plate for division in the one type 
of secondary spermatocyte (Figs. 42-45), and nine plus the 
accessory in the other (Figs. 34-38). All of the chromosomes, 
including the accessory when it is present, divide in these cells 
(Figs. 36-47). The accessory usually lies a little to one side of 
the other chromosomes (Figs. 34 and 35), and again, as in the 
spermatogonia, divides a little in advance of the other chromo- 
somes (Figs. 36-38). This may be due to the partial separation 
of the two halves of this body even long before the other chromo- 
somes line up for division in this stage (Figs. 21-33). The heart- 
shape it assumes during the later stages of the primary spermato- 
cyte division and retains during the secondary spermatocyte, is 
no doubt due to a partial separation at one end of the two com- 
ponents. The chromatoid body remains very conspicuous (Figs. 
35-55)- 
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VII. Spermatids. 

The division of the secondary spermatocytes gives rise in the 
one case to spermatids containing nine chromosomes (Figs.. 46, 
55 and 56), and in the other case nine plus the one accessory or 
ten chromosomes (Figs. 39-41). All of the chromosomes except 
the accessory are bivalent in nature (Figs. 23-41, 54-56), so 
that in reality we have the equivalent of eighteen chromosomes 
in the one kind of spermatid and eighteen plus the accessory in 
the other. All of the foregoing evidences indicate that eighteen 
is the reduced number of chromosomes. 

The accessory is usually out of the main mass of chromosomes 
(Figs. 40 and 41). Soon after the secondary spermatocyte di- 
vides the chromosomes become massed together and the nuclear 
wall begins to form (Figs. 57-59). In the resting stage half the 
spermatids contain a large nucleolus which is the same thing as 
the accessory chromosome, since it can be traced through all 
the stages in the formation of the nucleus (Figs. 63-65). The 
other half of these cells lack such a body (Fig. 62). In some 
cases this nucleolus persists in the developing stages of the 
spermatozoon (Figs. 72 and 73). Especially is this true in 
material which has not been destained too much. In favorably 
stained material the centrosome surrounded by a clear layer can 
be seen within the centrosphere (Figs. 64-66). The chromatoid 
body is still very distinct (Figs. 55-67). 

VIII. Development of the Spermatozoa. 
The development of the spermatozoon in the horse is essen- 
tially the same as the development of the spermatozoon in the 
pig (Wodsedalek, '13). The centrosome surrounded by a clear 
area emerges from the sphere (Fig. 67) and soon divides into two 
spherical bodies (Fig. 68). The anterior one comes in contact 
with the nuclear wall, while the posterior one which remains 
spherical passes down the developing axial filament (Figs. 69, 
70, 71, 73, 74). This posterior body which is quite small never 
assumes the shape of a ring as it does in the pig. It passes far 
down the filament and often no trace of it is left (Fig. 79). Then 
again it retains a size just enabling detection (Fig. 73). As a 
rule, however, a sufficient amount of it is left to be sloughed off 
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as in the case of the pig (Figs. 74, 75, 77 and 84). The chroma- 
toid body is, in rare cases however, also seen on the filament 
and in such cases apparently fused with the posterior centro- 
some (Figs. 71 and 76). It is invariably sloughed off before the 
spermatozoon is fully developed (Figs. 77 and 86). 

Shortly after the centrosome divides the nucleus begins to 
elongate and at the same time migrates toward one end of the 
cell, so that soon practically all of the cytoplasm is found at the 
posterior end of the developing sperm (Figs. 67-75). As the 
acrosome-end of the nucleus comes in contact with the cell-wall 
no break in the latter is ever noticeable, and the apparent back- 
ward pull exerted by the mass of cytoplasm causes the cell- 
wall to become closely applied to the nuclear wall where it 
undoubtedly persists as an additional covering of the sperm- 
head (Figs. 73-79). This supposition that the cell-wall forms 
an additional covering of the sperm-head is based on two obser- 
vations; firstly, there is no evidence that the head penetrates 
the cell-wall, and secondly, the covering of the sperm-head is 
much thicker after the entire mass of cytoplasm lies at its 
posterior end (Figs. 73-79). This fact gives one the impression 
that the distinctly noticeable change in the thickness of the 
head covering is brought about by the fusion of the two walls. 
It is also obvious that the cell-wall is not entirely consumed in 
forming the external covering of the head of the sperm, for it 
can always be seen surrounding the anterior portion of the axial 
filament and extending far down into the mass of cytoplasm which 
is apparently squeezed out of it and about to be thrown off 
(Figs. 77-79) . In the final stages it becomes closely applied to 
the axial filament and one may safely conclude that the axial 
envelope is at least partly formed by the portion of the cell-wall 
extending down from the head (Figs. 77, 79 and 85). This same 
condition was found to exist in the pig. 

When the developing sperms reach the stage represented in 
Fig. 73 they become attached in clusters to the large nurse cells. 
As the sperms develop the cytoplasmic mass of the nurse cells 
decreases. Just as the mass of cytoplasm is being thrown off by 
the developing spermatozoa, the latter leave the nurse cells and 
become embedded in the layer of cytoplasm composed of the 
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cast-off masses, apparently nursing oh the material so that little 
of it, if any, goes to waste. 

Every stage in the sloughing off of the cytoplasmic mass can 
easily be observed (Figs. 77-86). When these masses of naked 
cytoplasm are completely sloughed off they assume a rounded 
shape and if the chromatoid body is present they might, at first 
sight, be mistaken for minute cells with the chromatoid body as 
the nucleus. And I feel that Wilson ('13), in speaking of this 
condition in Pentatoma, is absolutely correct when he says, "I 
also think it probable that the bodies that have been described 
as 'degenerating cells' in the late spermatid-cysts by some 
observers are identical with the protoplasmic balls here de- 
scribed." 

Among the cast-off balls four different types can be observed 
(Figs. 80-83). O ne type contains a small body which apparently 
is the remnant of the posterior centrosome (Fig. 80); another 
type is clear and one is led to believe that in such a case the centro- 
some was entirely consumed (Fig. 81); another shows the same 
condition regarding the small body but contains the chromatoid 
body (Fig. 86); and still another contains both the chromatoid 
body and the much smaller centrosome remnant (Fig. 82). 
Later when the spermatozoa are fully developed the roundish 
masses become irregular in shape and finally begin to disintegrate. 
The disintegration is characterized by the breaking-up of the 
masses into small particles and by the appearance of many deeply 
staining bodies and globules which vary considerably in size 
(Fig. 83). 

Occasionally in the last stages of the disintegration of the 
cytoplasmic material and also when the material entirely dis- 
appears there may be seen small, deeply staining bodies identical 
in size and appearance to the chromatoid body and one is led 
to believe that it is the same thing (Figs. 83 and 84). If it is 
the same thing the fact throws some light on its durable con- 
sistency. 

The mature spermatozoon in general resembles that of the 
pig, except that it is smaller, and the head is thinner at the 
anterior end and thicker at the posterior end. The entire 
nucleus enters into the formation of the head and the contents 
become homogeneous and intensely staining. 
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IX. Variation in Size of Adult Spermatozoa. 
The spermatozoa of the horse like those of the pig vary con- 
siderably in size and many careful measurements show that they, 
too, are of two distinct types, the one being much larger than 
the other. Mature specimens which were free in the lumen of 
the tubule and parallel to the objective, were selected at random 
and outline sketches of six hundred heads enlarged (X 2,000) 
were made with the aid of a camera lucida. The lengths of the 
sketches were then measured and recorded in quarter millimeters. 
It can be seen from Fig. 1 in the text that two separate types of 
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Fig. 1. Diagram showing the variation in size among six hundred mature 
horse spermatozoa. Figures at the left give the numbers of individuals belonging 
to each type. Figures at the bottom give the lengths of the heads of the sperma- 
tozoa in millimeters, magnified two thousand times. 

spermatozoa exist; the greatest number of the one kind measur- 
ing 9-5 mm., and of the other 11 mm. I think it is safe to 
assume that this dimorphic condition in the size of the mature 
spermatozoa is due to the accessory chromosome. The increased 
size in the one type is due presumably to the presence of that 
element. 

A similar dimorphic condition was found to exist among the 
spermatozoa of the pig; one type measuring from 11 to 12 mm., 
and the other from 14 to 14.5 mm. (Wodsedalek, '13). Size 
dimorphism also exists in the adult spermatozoa of Anasa tristis 
(Faust, '13). This of course is exactly what would be expected 
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since the spermatogenesis studies of this form indicate that one 
half of the spermatozoa receive one more chromosome each than 
the other half (Paulmier, '99). 

X. Migration of the Developing Spermatozoa. 
In the very beginning of the transformation of the spermatids 
into spermatozoa when the acrosome takes a position on the 
nucleus opposite the dividing centrosome (Fig. 68), the anterior 
end of the sperm-cell which bears the acrosome, invariably 
points in the direction of the tubule wall and the Sertoli or nurse 
cells. Long before the tail is sufficiently developed to aid in 
locomotion these sperm-cells move a short distance and come in 
contact in bunches with the nurse cells. There apparently 
exists some attraction between the nurse cells and the nuclei of 
the sperm cells in that stage of development. In this first stage 
of migration only the nucleus appears to be attracted while the 
cytoplasm exhibits a tendency to remain in place. The fact that 
the cytoplasm does have a tendency to remain in place while 
the nucleus or sperm-head moves forward undoubtedly accounts 
for the posterior position that the entire mass of cytoplasm 
assumes with respect to the sperm-head (Figs. 69-79). This 
change in position of the cytoplasm to the posterior end of the 
developing cell occurs simultaneously with the migration of the 
cell, which is further evidence for such an assumption. The 
nucleus is apparently attracted with sufficient intensity to 
enable it to pull the entire cytoplasmic contents after it to a cer- 
tain extent. In the later stages the movement of the sperm-head 
deeper into the cytoplasm of the nurse-cell is probably facilitated 
by the flagellum-like motion of the filament which extends a 
considerable distance out of the cell (Figs. 75-79). Later, when 
the spermatozoa are almost fully developed and slough off the 
balls of naked cytoplasm (Figs. 85 and 86) they back out away 
from the nurse-cells, becoming embedded in the cast-off 
material where they remain scattered until they are fully de- 
veloped and then become free in the lumen of the tubule. This 
indicates that the sperms in that stage of development are 
attracted more by their own thrown-off material than by the 
rather scanty contents of the nurse cells, which are then very 
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much collapsed, owing to the large number of developing sperms 
which they have nourished. This migration of the sperm back- 
ward is probably nothing more than a chemotactic response to 
the food contained in the balls of cytoplasm. 

XI. The Chromatoid Body. 

The behavior of the chromatoid body in the horse bears a 
striking resemblance to the behavior of the chromatoid body 
described in Pentatoma (Wilson, '13). Dr. Wilson treats the 
subject at considerable length in his paper and therefore much of 
the detail concerning this body in the horse may safely be omitted. 
However, all the more essential features will be presented here 
since this is the first case among the vertebrates, according to 
my knowledge, where such an element has been studied in full 
detail. The reader is advised to familiarize himself with Pro- 
fessor Wilson's article in order to appreciate fully the surprising 
similarity existing in the behavior of the chromatoid body in 
such diverse classes of animals as the insects and the mammals. 

In speaking of the chromatoid body Professor Wilson ('13) 
says in part, "As seen during the growth-period and the spermato- 
cyte-divisions it is of rounded form, dense and homogeneous 
consistency, and after double staining with hsematoxylin or 
safranin and light green is at every stage colored intensely blue- 
black or brilliant red, precisely like the chromosomes of the 
division-period or the chromosome-nucleoli of the growth-period. 
In the first spermatocyte-division it may lie anywhere in the cell, 
sometimes almost at the periphery, but is often close beside the 
chromosomes. In the latter case it usually lies in, on or near the 
spindle, lags behind the chromosomes during the anaphases, and 
in later stages is found near one pole, presenting an appearance 
remarkably like that of an accessory chromosome (Figs. 8-10). 
For such in fact I mistook it, even after the discovery that a 
similar body is often also seen near one pole in the second division 
(Figs. 22, 23); for I supposed this might be a case like that of 
Ascaris megalocephala, where, according to Edwards ('10) the 
X-chromosome may pass undivided to one pole in either the 
first or second division. The resemblance is indeed most decep- 
tive; and these division-figures have often been exhibited to 
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other observers as "a remarkably clear demonstration of an 
accessory chromosome" without at first arousing the least 
suspicion of the hoax. 

"The body in question is nevertheless neither an accessory 
nor any other kind of chromosome; though this did not become 
wholly certain until after a study of the entire spermatogenesis. 
It is in fact of protoplasmic origin, first appearing early in the 
growth-period outside the nucleus, whence it may be followed 
uninterruptedly through all the succeeding stages until it is 
finally cast out of the spermatozoon. Upon dissolution of the 
nuclear membrane it is left lying near the chromosomes, passes 
without division into one of' the daughter-cells in each of the 
spermatocyte-divisions, and thus enters but one fourth of the 
spermatids." 

In the horse the chromatoid body is of a spherical shape and 
also of a dense and homogeneous consistency, and stains exactly 
like the chromosomes of the division stages or the chromosome- 
nucleoli of the growth-period. It is invariably surrounded by 
a clear area. It makes its appearance in the stages immediately 
following synizesis and apparently attains its full size rather 
abruptly, for as a rule even in the earlier growing stages, if it is 
present at all, it possesses its full size, although in some cases it 
was found to be somewhat smaller (Fig. 13). Occasionally, in 
the earliest stages immediately following synizesis one or two 
very small bodies within clear vacuoles could be detected (Fig. 
12). Two such small bodies are extremely rare and even the 
single minute bodies showing the very beginning of the chroma- 
toid body are not numerous; however, it is quite certain that 
the body practically always originates as a single element. When 
the cells attain their maximum size the chromatoid body is 
invariably present and possesses its full size which makes it very 
conspicuous (Fig. 14). 

The chromatoid body may be seen anywhere within the cyto- 
plasm, either near the nucleus or far from it. Sometimes it 
appears to be in fairly close contact with the cell-wall (Fig. 14). 
When the nuclear wall disappears and the chromosomes come into 
full view, it may again be found anywhere in the cytoplasm. 
Later when the chromosomes arrange themselves for division 
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in the equatorial plate it most generally takes a position near 
them (Figs. 15 and 18), and when the spindle is formed, in a 
large majority of the cases, it takes a position in, on or near the 
spindle (Figs. 21-28) as is the case in Pentatoma (Wilson, '13). 
This, however, is not always the case, for occasionally it is far 
away from the spindle (Figs. 20 and 29). 

It was in the primary spermatocyte division that the chroma- 
toid body was first observed. It attracted my attention at the 
very first glance at the material under low power of the micro- 
scope and its constant appearance in this stage led me to suppose, 
at first, that it may be an accessory chromosome. Soon, how- 
ever, the large, heart-shaped accessory was discovered and for 
some time I had the impression that this was the X-chromosome 
and the small spherical body the F-chromosome. This tem- 
porary, erroneous impression was obtained through the peculiar 
fact that in about ninety per cent, of the cases the chromatoid 
body passes over to the half of the dividing cell opposite from 
that containing the large accessory, and in almost a hundred 
of the first mitotic stages examined not a single case was noticed 
in which the spherical body was on the same side of the equatorial 
plate with the accessory chromosome. Even when the first 
case in which both of the bodies were seen on their way to the 
same pole was observed, the matter was not taken very seriously. 
Later, however, when more such cases were seen, my suspicion 
was aroused and further observations convinced me that besides 
the supposed y-chromosome a body identical to it was present. 
And it was not until the entire history of the body could be traced 
from the growth-period to the casting-off of the mass of cytoplasm 
in the final stages of the developing spermatozoon, that I was 
absolutely certain that the suspicious looking element and the 
supposed y-chromosome were one and the same thing, namely, 
the chromatoid body, first described by Wilson in insects. 

In exceptionally rare cases, one (Figs. 23 and 26) or two other 
small, deeply staining bodies within clear vacuoles occur in the 
cytoplasm (Fig. 27). However, in cases where such bodies do 
occur, there is no appreciable difference in the size of the chro- 
matoid body and therefore it is difficult to determine whether 
such bodies are simply portions split off from the chromatoid 
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body, or whether they originate separately. In only three cases 
did I observe two bodies apparently of equal size and smaller 
than the profoundly constant chromatoid body (Fig. 54). Were 
such cases more numerous one might assume that such bodies 
are the components of the chromatoid body, but since such bodies 
are of such extremely rare occurrence no definite statement can 
be made in regard to them. 

When the primary spermatocyte divides the chromatoid body 
is practically always found in only one of the resulting cells (Figs. 
30-33) and in a large majority of the cases it is found in the 
cells which do not contain the accessory chromosome (Figs. 30, 
31 and 33). This, however, is not universal, for in some cases 
at least, it is found in the same cell which contains the accessory 
(Figs. 32 and 35) ; and it has also been seen in the division stages 
of such a type of secondary spermatocyte (Figs. 38 and 39) as 
well as in the spermatid resulting from such a division (Fig. 41). 
In the anaphase of the secondary spermatocyte division the body 
is usually seen lagging on the spindle threads behind the masses 
of chromosomes (Figs. 39, 48, 49, 51 and 52); occasionally, 
however, it is seen at the pole (Fig. 51). After the division is 
complete the body usually lies far out in the cytoplasm (Figs. 
41 and 57), and in rare cases only, is it seen in close contact 
with the nucleus. Figure 58 represents an extreme case of that 
nature, and it appears that such a condition is brought about 
when the chromatoid body bears a relation to the chromosome 
as is represented in Fig. 51. Sometimes two bodies (Fig. 60), 
though not always of the same size, appear in the spermatid. 

In the late resting stages of the spermatid the body may again 
be found anywhere in the cytoplasm (Figs. 62-67), at times near 
the nucleus (Fig. 62). Sometimes it is found in close contact 
with the centrosome (Figs. 63 and 66) and in only rare cases it 
is found on the axial filament, giving the impression that it is 
fused or in close contact with the posterior centrosome (Figs. 
72 and 76). Later, however, it leaves the filament and lies 
freely in the cytoplasm (Figs. 74, 75, 77, 86). In the final stages 
of the developing spermatozoon when the cytoplasmic mass is 
cast off, the chromatoid body when present is invariably thrown 
off with it (Figs. 82 and 86). It is certain that the chromatoid 
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body does not contribute in any visible way to the formation of 
the spermatozoon. The foregoing facts also indicate that great 
care must be exercised in interpreting the significance of bodies 
which appear like chromosomes, but really are something entirely 
different and no positive statements can be made regarding their 
meaning unless their entire history can be definitely traced. 

It is very probable that a body similar to the chromatoid body 
in the horse also exists in the pig. In speaking of a small chro- 
matin body which frequently occurs in the first spermatocyte 
division of the pig (Wodsedalek, '13), I make the following 
statement: "Occasionally a small chromatin body is present in 
this first spermatocyte division (Figs. 28, 31, 32, 35 and 37). 
Fig. 31 shows such a body passing to the same pole with the 
accessories, in advance of the other chromosomes. Fig. 32 
represents an earlier stage of much the same thing. In Fig. 35 
it can be seen passing to the opposite pole, and Fig. 37 represents 
an extremely rare case where two such bodies are present, one 
somewhat larger, passing to either pole, even in advance of the 
two accessory chromosomes. While the small body can be 
seen frequently, as a rule no such element can be detected, and 
while it may possibly be comparable to the small pair of chromo- 
somes found so constantly in some of the Tracheata, my present 
data on its irregular occurrence and behavior do not permit a 
conclusion regarding its significance." 

Further investigation regarding the body in question in the 
pig will be taken up presently. It might also be mentioned here 
that the chromatoid body is present in the germ-cell of the bull. 
A complete account of its behavior in that animal will be pub- 
lished later. 

XII. Summary. 

1. Thirty-seven chromosomes differing somewhat in size occur 
in the spermatogonia. One, the accessory, is distinctly larger 
than the others. 

2. In the spermatogonial division the accessory divides a 
little in advance of the other chromosomes. 

3. Nineteen chromosomes appear in the primary spermatocyte 
division, of which eighteen are evidently bivalent and the other 
is the accessory. 
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4. In the secondary spermatocyte division the heart-shaped 
accessory passes undivided to one pole in advance of the other 
chromosomes. 

5. The primary spermatocyte division is evidently the reduc- 
tion division, giving rise to two different types of secondary 
spermatocytes, one with the accessory and the other lacking it. 

6. There is no resting stage following the first spermatocyte 
division. 

7. A second pairing of the chromosomes takes place so that 
only one-fourth the original number of chromosomes appear for 
division in the secondary spermatocyte. 

8. The accessory chromosome divides in the secondary sper- 
matocyte division a little in advance of the other chromosomes 
the same as it does in the spermatogonia. 

9. The one type of secondary spermatocyte, which contains 
the accessory, gives rise to two spermatids, each containing the 
accessory and nine bivalent chromosomes. 

10. The other type of secondary spermatocyte, which lacks 
the accessory, gives rise to two spermatids, each containing only 
the nine bivalent chromosomes. 

11. In terms of univalence, then, one type of spermatid re- 
ceives eighteen chromosomes plus the accessory and the other 
type receives only the eighteen ordinary chromosomes. 

12. In view of the foregoing facts, two different types of 
spermatozoa, equal in numbers, are produced in the horse; the 
one type contains in addition to the ordinary chromosomes the 
accessory, and is apparently the female determining spermato- 
zoon. 

13. Actual measurements of six hundred mature spermatozoa 
reveal the interesting fact that two distinct types of spermatozoa 
as regards size are produced, the one being much larger and 
presumably the one which bears the accessory chromosome. 

14. The dimorphic condition among the spermatozoa of the 
horse lends additional support to the chromosome theory of sex 
determination. 

15. The developing spermatozoa invariably cast off a mass of 
cytoplasm. 

16. A chromatoid body, which simulates the appearance of a 
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y-element in the primary spermatocyte division stages, makes 
its appearance during the growth period and can be traced for- 
ward until it is finally thrown off with the ball of cytoplasm in 
the developing spermatozoon. It does not contribute in any 
visible way to the formation of the spermatozoon. 
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EXPLANATION OF PLATES. 

Plate I. 

(All of the drawings were made with the aid of a camera lucida, X 2,400.) 

Fig. 1. Early spermatogonia! cell showing a large triangular nucleolus and two 
small nucleoli, one of which is spherical. Other cells in the same stage often show 
many more nucleoli. 

Fig. 2. Resting stage of a full grown spermatogonia! cell showing the large 
triangular nucleolus and several small nucleoli, one of which is spherical and can 
frequently be detected. 

Fig. 3. Prophase of a spermatogonial division in which the chromosomes are 
still rather indistinct. 

Figs. 4 and S- Late prophase of spermatogonial division showing thirty-six 
ordinary chromosomes and the large accessory which can easily be distinguished. 

Figs. 6 and 7. Metaphase of division in a spermatogonium showing the accessory 
dividing in advance of the other chromosomes. In Fig. 6 the cell appears smaller 
and the chromosomes are more crowded. 

Figs. 8 and 9. Early and late resting stages of a primary spermatocyte, re- 
spectively. Both show the large and the small nucleolus. 

Fig. 10. Primary stage just before synizesis showing a mass of fine threads 
and the two nucleoli. 

Fig. 11. Primary spermatocyte in synizesis showing the nucleoli in a char- 
acteristic position out of the mass of threads. 

Fig. 12. Primary spermatocyte following synizesis and synapsis. The threads 
scatter about in the nucleus. 

Figs. 13 and 14. Spireme stage of a primary spermatocyte showing increase in 
size of the cytoplasm, nucleus and the large nucleolus, and the beginning of the 
chromatoid body. 
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Plate II. 

Figs. 15-18. Late prophases of primary spermatocytes showing eighteen large 
chromosomes, the accessory a little off to one side and the conspicuous chromatoid 
body anywhere in the cytoplasm. Fig. 16 shows a characteristic bunch of chro- 
mosomes in which a count is impossible. 

Figs. 19-26. Metaphase of division in primary spermatocyte, showing the 
accessory chromosome in characteristic positions passing to the pole, and also the 
chromatoid body. Figs. 20 and 26 show the chromatoid body with the accessory 
on the same side of the equatorial plate. Figs. 23 and 26 show also an extra small 
body. 
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Plate III. 

Figs. 27, 28, and 29. Metaphase of division in primary spermatocyte showing 
the accessory chromosome and the chromatoid body. Fig. 27 shows two other 
small and deeply stained bodies. Fig. 28 shows the accessory at one pole and the 
chromatoid body at the other. Fig. 29 shows the accessory at the pole, and the 
chromatoid body off the spindle and near the periphery of the cell. 

Figs. 30 and 31. Late anaphase of division in primary spermatocyte showing 
nine large chromosomes and the accessory at one pole, and nine large chromosomes 
and the chromatoid body at the other. 

Fig. 32. Late anaphase of division in primary spermatocyte, showing nine 
chromosomes at one pole, and nine chromosomes, the accessory, and the chromatoid 
body at the other. 

Fig. 33. Two resulting cells of a primary spermatocyte division, one containing 
the accessory chromosome and the other the chromatoid body. 

Figs. 34 and 35. Late prophase of division in a secondary spermatocyte which 
received the accessory chromosome. Cell represented in Fig. 35 also shows the 
chromatoid body. 

Figs. 36, 37, and 38. Metaphase of division in the secondary spermatocyte 
showing the division of the accessory in advance of the other chromosomes. Fig. 
38 also shows the chromatoid body near the periphery. 

Fig. 39. Late anaphase of division in a secondary spermatocyte which received 
the accessory chromosome, nine apparently bivalent chromosomes and the large 
accessory can be seen at either pole and the chromatoid body is between the two 
masses of chromosomes. 

Figs. 40 and 41. Spermatid showing nine bivalent chromosomes and the ac- 
cessories. Fig. 41 also shows the chromatoid body. 
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Plate IV. 

Figs. 42, 43, and 44. Late prophase of division in a secondary spermatocyte 
which did not receive the accessory chromosome, showing only the nine ordinary 
chromosomes. Figs 42 and 43 show also the chromatoid body. 

Figs. 45 and 46. Early metaphase of division in a secondary spermatocyte 
which did not receive the accessory chromosome. Fig. 45 shows the chromatoid 
body off the spindle. 

Figs. 47-54. Late anaphase of division in secondary spermatocytes showing 
various positions of the chromatoid body when it is present. Fig. 47 shows also a 
small body in addition to the chromatoid body. The cell is one which did not 
receive the accessory chromosome. In the cell represented in Fig. 50 the chromatoid 
body was absent and in Fig. 54 two bodies may be seen. 

Figs. 55 and 56. Spermatid showing nine bivalent chromosomes which is one 
of the resulting cells of the division of a secondary spermatocyte which did not 
receive the accessory chromosome. Fig. 55 shows the chromatoid body. 

Fig. 57. Characteristic massing of the chromosomes just before the nuclear 
wall of the spermatid is formed. 
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Plate V. 

Figs. 58-61. Early spermatids showing the characteristic structure of the 
nucleus, and the position of the chromatoid body. Fig. 60 shows two bodies of 
practically the same size as the chromatoid body. 

Figs. 62-67. Resting stage of the spermatid. Figs. 62-65 show the large 
nucleolus or the accessory chromosome. Fig. 62 shows the chromatoid body near 
the nucleus; Fig. 63 shows it very near the centrosome which is out of its sphere; 
Fig. 65 shows it at the periphery of the cell ; Fig. 66 shows it near the centrosphere ; 
and Fig. 67 shows it far from the centrosphere out of which the centrosome had 
just emerged. 

Figs. 68-73. Early stages of the developing spermatozoSn. Fig. 68 shows 
the divided centrosome, the very beginning of the axial filament, and the 
acrosome which had migrated to the anterior end of the nucleus or sperm-head; 
Fig. 69 shows the posterior centrosome passing down the axial filament, and the 
chromatoid body far down in the cytoplasm away from the filament; Fig. 70 shows 
the same thing except that the chromatoid body is not present; Fig. 71 shows the 
chromatoid body near the posterior centrosome; Fig. 72 shows what apparently 
is the fusion of the chromatoid body with the posterior centrosome; and in Fig. 73 
the chromatoid body is absent and the posterior centrosome is far down the axial 
filament and so small that it can scarcely be detected. 

Figs. 74 and 75. Later stages of the developing spermatozoon showing the 
chromatoid body in the cytoplasm at the posterior end. Fig. 74 shows the pos- 
terior centrosome still on the filament, while Fig. 75 shows that it had been sloughed 
off. 
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Plate VI. 

Figs. 76-79. Later stages of the developing spermatozoSn. Fig. 76 shows the 
chromatoid body far down on the axial filament; Fig. 77 shows the chromatoid body 
very close to the posterior centrosome; Fig. 78 shows the sloughed-off centrosome, 
but the chromatoid body is absent; and in Fig. 79 both of these bodies are lacking 

Figs. 80-83. Cast-off balls of cytoplasm. Fig. 80 shows a small body which 
apparently is the sloughed-off centrosome; Fig. 81 shows neither the centrosome 
nor the chromatoid body; Fig. 82 shows both bodies; and Fig. 83 represents the 
ball of cytoplasm in the process of degeneration. 

Fig. 84. A deeply staining body occasionally found in the lumen of the tubule 
and probably the same thing as the chromatoid body. 

Figs. 85 and 86. Final stages in the developing spermatozoSn. Fig. 85 
shows that the cytoplasmic ball is about to be thrown off; and Fig. 86 shows the 
cytoplasmic mass together with the chromatoid body completely separated from 
the spermatozoon. 

Fig. 87. Side view of a mature spermatozoSn. 

Fig. 88. A mature spermatozo6n. 
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